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[S£3S#-&] A031P32 
IUffiH] „ . 14 0 



[*>T5fc] ^ffFirSWJt 

[ffllBtfffMMg] A61K 67/027 
[#63B#] 

[&mx&mffii xmmmwfi^mmjfi 6-17-18-202 

[ftmxiiMm] ^ffMB'grPM^mTZ -4 - 3 - 3 0 1 

[ft*] TCffl ^ 
[#flFffiKA] 

[»J##] 396020800 

[ft*xtt**w ^^sffisn^aia 

[^S'J##] 100107984 

[ft*xt***M mm mm 

[^M^"tS*#] 044347 

21.000P9 



HiliE#2 000-300697 



#5]Z i 1-0 0 7 3 



wmm 1 



1 1 — 007365 

9 ©v^t^friE«0>tt#4&K®flM*#i£« 



m$E#2 000-300697 



Q 1 1 -0 0 7 3Q 

[0 0 0 1] 

*#gH^(i> #M*ffl^^-fblDWI^^ (myeloid differentiation primary respon 
se;J^T fMyD88j £ ^ t> ) it^Mtf^S L h ftft. #!CMyD 

[0 0 0 2] 
[^*<Z)S^] 

mnisf-rfr^foTL^o^A h^-f >&-f >^-n-r^r> («r tilj £^e> 

m£.£n2>o IL-Itcti, |wi-<75b-fe^^-ic^-ar-rs I L- 1 a I L- 1 

V>T hi/^>{Cj:^^tt'fb©|^tC|Rl^{C«^. TIJI^^ I L- 2 I 

□ 77-i>'MbTNF, IL-1, I L- 6 (DM^ZMig-t & Z. tl 
[0 0 0 3] 

IL-1 ICtt, ^»t-|5 2g|CI L- 1 Hz:/#- riL- 

i rj tv>e>) ^^r^i^o^-r^ii©^*.^© i l- i R^-f Ay ^ 

^1 Hz>f#-W:N F k B S:#ErtT?SNi'r£;ifc#fcie>*lTV^5 0 IL- 

ircil-i a^iL-u t mmm^mmti-vm^ir & 



2 



£B£E# 2 0 0 0- 3 0 



#5p. i 1 — 007365 



[0 0 0 4] 

IFN-r©»iiU Thl (I L-2j££tt^;i/A°-TjjM) jS^lCfc 

ttSSJgfcSHffl&Sfc"*"-*^ «aB#fctT^SI L - 1 2 i: *J 
, I L- 1 £\m®<vmm*%1rZ>Z.ttf%lt>tlT^2> a £ fc> I L - 1 8 tt, 
I L- l *©j*«rtb©fc«>fc:i L — 1 jS^M (ICE) 

/ijTsrt-vi iz^^^m^^mt-t^m^mwuhxm^ti. i l 

-lR-Hl^t-g (IRAK) StfNF * B il fcfcl bflt ^ 

So 

[0 0 0 5] 

. MyD88il I L - 1 Rffl^tDe a t h K^>^e.^«fi^ 
I L-l«ltffl IL-lRn^^^^I RAKM 

S. MyD8 83t^Ji. S*K I L - 6 iC J: &mm&fcK J: U > tfMfi 
[0 0 0 6] 

/JvR©i*iJ\ #HfflJM»k IFNUJS, BU>^« (fifi^S 
[0 0 0 7] 
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ffi5E#2 000-300697 



1 1 — 0 0 7 3 Q 

-tfri vytS^v^^yf TfhT'j^^M^Si:, t&fecD^fc^ftWi^* 

yUi^ vVTV b^^^t^-ltnX^^StiK M y D 8 & J y 9 T V b v"7>Ui£n 
e>*lTl^fc^±K:> My D 8 8 J y 9 7 *7 h V7;*#a2> K h 3r 2/ 1? 
& £ Z. £ & #1 ^ tl X V \ & o c 
[0 0 0 8] 

*mm<Dmm&. «^s©^> k h^^'fs-^ il- 

O 1 8M5:fFit5't^tgSMyD 8 8 ; >y ^ 7 ^ hv?^(DMyD 8 8 

[0 0 0 9] 

e> i±_hfBS&® £8?&:-r & £$mw£s u fc*g^> ? -f ^ * # - 

fcJgV^TE S0flST?ffi|W|Wiffl^x.}Cj:oTMy D 8 8 *&^fli§5c© C*Sgas# & 

SgflfllCHSV - t klfi?S:iAStt, G4 1 8 £: > if ^ D 7 (gancy 
cIovir)lc>^UT2MK:SSt*©*>*E SiWflB* U - — >^U - 

q ©E S$3fl&^n->£C 5 7 B L/ 6 <©V>^.©JKilflS (blastocysts) ©tfilCfi 
AU -€-©£5l^[I£££bT\ ^ ^^©SfcaUcfle^ffi^ IT < 3M y D 8 8 
S-tS^flMltffctRl/fcMy D 8 8;>y^7^hv5^^ ££*lTjfr£ 2 OjfllSI 

WMyD8 8/ vVr-O hY'J^i^ K S^ri/>^f ttt^Sii: 

[0 0 10] 

t-&fc>*>:fc#§tEte. MyD88;>y^7^ h?^XfMyD 8 %&B=f-ft&ft 
tCgS"3"S. ££##gE£te, MyD8 8/ ^7^hV77fMyD8 8l^i 




ffla£# 2000-3006971 



ift^L 11—007365 



[..Q„Q_1_1J_ _ „ „ „. 

^<DH»*b ^ Jf4fiCfc^t*aaft6MyD8 8t«* 

•TSaiB^fc^^Siil&VNVV MyD 8 83t^y-»tB#*«bfc# 

liMMfcilbTtt, MyD88;7^7^V^©ffi, fl^JMyD8 8lfi 

[0 0 1 2] 

D 8 83*6**1*, *>f/b;****-*«:B^T*:/*n->U MRW^^ 
^y^DNASz-^rvS/^^lc^y^S-rs^i:**^^*- & lc - ® w ( *~ 

->$:V^^CDE^flS(blastocysts)nfilCT-r ^D^f>^'i^3>tl». 
#7^fe#6W>*-fnxt*i:. @65i:t5MyD88;7^^ 
[0 0 13] 

ffenfeMyDSS/^r^K^lVKH^^fl^'f* 5 '^ 
fcfc, !>KbWe*«LPSfeMyD88;^rf hV^^iC«Mf 



m!E4# 2000-300697 



o 



i 1 -0 0 7 3 



ifiiMT. IFN8§56, By>A'« (tifi*M)SW) ©?Sttft^©x> 
yD88 ; *,*y*bv*>u*. ^^-ex>Fh^^><£f&^tt^bT^^ti 

y <S#)£>*1"^ ^©MyD88;^7^ F vtf * L P S *j£«r 

[0014] 

My D 8 8 y vtrV F^X, J)§^ii3©My D 8 8 J v V 7 *J b 

F *5/>Mffi4Ml*©x> K b J: 4 2/ s v * i 

[0 0 15] 

^|0MyD8 8 J vVTV FV^X> fe-SV^liZ-CDMy D 8 8 J v Z 7 V 
FT^^tcS^Mv?;^ #£L<l±MyD8 8 / y*T? Fvtf^fcEIIIS 

HA) , ayjji-AVyA (ConA) #tf)V-f F^x>^ {&WkM&> I L-2 

NF, IL-U I L - 6 ©14S«»t Sffittft i t^Tf SS 5. 

[0 0 16] 

Ztc, MyD8 8^^7^Fv-7^, ^S^ttlOMy D 8 8 ; ^^y 1 ? b 

-^icty, sftftficD i l- lft&ziEmz&m-t&z. s^ic ■*§ 
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mil#2 000-300697 



#5JZ 11 — 007365 



[0 0 17] 

*^0DMyD8 V^iZLOM y D 8 8 J yZTV 

|SIffi(DSF^Mv^^lC«^S$:^#bT, L — 1 8?Stt&ff*-r 

Srtm*. Wffi^flafc^SI L-l 8m&t.VT\*. I FN-7©4^ 

F N - r <Z)£j£«:SI*"r 0IRAK«NF(cB fctSffittf- <&f£JB £P 

[0 0 18] 

My D 8 8 J vVYV hV!?^ V^*£<Z>M y D 8 8 J v V T 1 ? 
.k^ic, I L- l 8?Sffi&iEfltK:ffl E ffi'tSifcK:J: »J, IL 

[0 0 19] 

My D 8 8*fc^*: 1 2 9/Sv J *7tf*3t^?-^>f 7? U - (Stratageneft 
1) -n>?*U pBluescripty<##- (Stratagene*±$g) cpT?"?-^ 

pMCl-neoCStratagenettfS)*^©**^^ i/^H&WAB^'V^ 1. 

0 k bjftte-^Wtf&fttM"* * IK&Sftfcite^WTJi 

1 L-l Ra cP ©«Blia*tK^>f>^iKrvx*K^>f> 
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miiE#2 000-300697 



#5JZ1 1 - 0 0 7 3^> 



kb®5' Mfc^ffiftt 5. 2 k bcz>3 ' 5ft^WT^rS:7 7>dp>yBB^Ji: IT 
tbtV^t 0 &l^T', HSV-tk*t7heeW©3 ' *SBlC#Al/fc 
. iRR^-fbStlfeflHiK^^^-tJE Sij«E 1 4. Uh7>X7x^i/ 3 >U 
G4 1 8RTfU>i/9 U '4 M#lC$g#i1£ &^*T 1 V 6 fll<£> # p 

PCRlc<ksffiHjffitfeit©fc«)icx^U-->yL. isi i ^c5Ti-r-/^- 
[0 0 2 0] 

3ffl©3!ft3ifi9tCRIjeS*lfc^fi5E S^D->&, C 5 7 B L/6V>?7®E1 

V?^S:^JSt6fcft{C, C 5 7 B L/ 6fltx^;* h3£M£i±7ce ^^D^-^f* 

UXfr^mZnfe* Zz-rJltt ( + /+ : +/- : -/-= 5 2:9 3:5 
3) -C££*u M y D 8 8 & ff|St6 r ^T'g fe. #M<DMyD 

88; yvyv h-?y*i$mmizii%, 2 o«©^»£-ei*?i?3:a*3fc*^fc. 

^^KllfCj; y M y D 8 8 3t^f-©*?Sttfl;#£jg IT 3 £ fcfltSgt- -5 
, S-y>-7Uy hft%fZtf^t=.t.Z?>> MyD 8 8mRNAttMyD8 8 XW. 
v>^offFK&tf»»*^^tt1ftffiS*i«:^ofe. IBIS, JPHS&U^^fflftf 

fflCD 3, B 2 2 0, CD4RU ! CD8©7D-t-f h'J-T\ U WC^ffl 
J&{i^£§EV7X tltibTMy D 8 8;«yi?7^ h V^fczasnT fcHEfco T 

[0 0 2 1 ] 

HIfi|2 (MyD88;>v^7^ b77^©l> F h * ) 

&3%m<DMy D 88;»;?7>?h77^1 OEIC, :*g§K (O 5 5 : B 5) ffi 
*0LP S * 1 mg^L, -t©£#3*tC «fc y x. > F h3risy^Ffo&&-&m'<f~ 
. ttmt LTIWItt^^^M^^X 1 0E£mv^ o H&E&EI 2 IC^T. 0 2 J:U 

yD8877^77h77^it L P S $#^4 0 Tr li^Et t5 tt& < . a: 
y F h^i/>^ttT-*Si £&5tS1-&::£:#T?£;feo 
[0 0 2 2] 
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mtiE#2 000-300697 



1 1—007365 



(My D 8 8 J v VTV bv^^ffl I L - 1 Wtf-flMB©*3c) 
^:|g^cDMy D 8 8 J y 9 *?V h7^^©MM 1X1 0 5 £. Tjfflflgigfll 
KoVnT© I L - 1 £<D&MWl i lto"Z&&y J b^V^;i/^-> (PHA) 2 a g 
/mK n>*t/^J>A (ConA) 2. 5 fi g/m lXli2ng/ml©I 
L- 2 ©^tl^tlil, IL-l/S (Genzyme*±) lOOU/mU0Mi:J| 
[:96-)i^#lt72i^tU Tjfflflg&JUJBSitfc. T*HIfi<B*iJB« 
. iWliai^K:«l»;a*tifc [ 3 H] ^^><Z> [ 3 H] 4€:ai^-rSii:lcj:*J*«> 
fee PHA, ConA. IL-2tIL-lj5ffl*#TTfSilfefc 

nJK^©»4Mv^^©J»l»lDllS^i^:v^^c^^Sfaibfc* { , *^©MyD8 8 

3 #85) o 0Mlg^C^TJI?Him$:Mv^T^. WCJ:^&«S^lie> 

[0 0 2 3] 

^fc*56^CDMy D 8 8 7 y97V h^tf *©WJ»ifflJfi&. ^JVM-JV 12- 
^ U *^->B*ia 1 3 -ftlftSftyt^* h^ri/T>7x4t 5 y (PMA) 10ng/ 
mlXBConA2. 5 n g /m 1 £ I L - 2 (Genzymetfc) 20ng/mU 

My D 8 8 J v V7V hv?^0illffli:, fiUK^oaF^^^^OWJffltjttJJfi 
fctt, I L - 2 PMA^C o n Afc©Kl£K:WLTW:#fclC;i3V*TB#Ji&ft 

[0 0 2 4] 

*|gi©MyD8 8 y v9 7V h*7 ?*©#*RftK: I L - 1 0 (Genzymeft) 

2^r«mjfFflii:ifiim?:m i ;ffibfe 0 »RNAShyy-^ 

(GIBCOtt)&fflv^TffF»^e>«lffib, iCDRN A (10/tg) &m&8cttlC#tt 
, n>KlC#LT«T ^D>T FA (SAA-I) , jfitfflfT ^ n >f K P (S 

ap) %.x$j\y°Y>fu\£y (hp) ©i-ifc&SJBSBStKionT, 32 Pt7^ 

c DN A&ffi^fey — if>^D */ h##T{C^W\ mRNAM© I L- 
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tf}SE#2 000-30069 



o 



1 1 - 0 0 7 3 Q 



□ 

[0 0 2 5] 

l- m^mvm* ctnf) L-eoi^&MMes© 
^^^tratt^©^^^^^b±sa©^fe^*y mL/fcjfii»©TN f-<> i l 

- 6©»S^iDi"S^if^^S:E L I S AtCi-oTSteLfc, ^£ 
Mv?>UC;}3nTte I L - 1 jSCJ:oTTNF^IL-6 ©H^finUfcA\ 
MyD88;>^7f h7"?^tttTNF^I L- 6 I L - 1 /3 fC J: o 

•r s £ & £®¥mmm ic fc$c u r s z: ^ s . 

[0 0 2 6] 

Hii4 (MyD 8 8 7 y * 7 h V? *© I L- 1 8 #fl*«fg©fc$c) 

i l - i 8*«NKii«i!s©*»?sffiS:*93S"rsr.i:««fc<^Fe>nTvxs 0 

(DM y D 88;^7>? h V ^^.SL^IelK^-^^^^'^^^^Wai^I^^, I L 

- 1 8 mm^itmm%mm^t±) 2 0 n g/m 1 ©#&tx&^#&t. 51 

c r T- 7 $ tlfeStAX^M (^T tyac-u £v^) ^WM^ 

fc 51 Cr^lfe. *©*§:*, >f >tf hDT'JfflSEWIIiaS: I L- 1 8 ©#£Tig 

&Cif3£U£#^ MyD88;>y^7^ N T V X (Cfe V*T tl£ 31 t. 

I L- 1 8 tCftX-T I L- 2 fejav^S^-lCtt, *^©MyD8 

8 j v vyv h^v^cDwmmmz&^^xbmmm&tftg&isf- (H5#ng) . 

[0 0 2 7] 

££-f >tf'haT\ #5gi£c7)My D 88;>^7^ h ^^T.cDMW.m^t.nU 
^(Dm&^V^ftlfrMfflti&tZZ 0 n g/ml ©I L - 1 8 7?$0»L, 24| 
IS!#*U E L I SAf:ioT^«±flCfcl-tS I FN- r ©g£lCo ^TiWjfe 



taitE4f 2000-300697 



4$ 3p. i 1-007365 



L£= tF£Mv?>UC33V^te I FN- y tf>jg£#fi?S§£*l£#v * 

|g^(DMy D 88 yy^T^hV^^7?ttIFN-7 tf)jg£t£Jl 1 b*l&^ofc ( 

B5#I) , 

[0 0 2 8] 

9 b%&,±(Dmmiz.nm^tir=.^mn<DUy d s 8 ; y h 

T^H^^IUffi-^O^^Mv^^cDWIiiT^ffl^?:. 2 n g/ml0I L — 1 2 # 
*n;CD3Jn;#; (20/tg/ml) (PharMingenft) "Zn—y-J 

(2 X 1 0 5 ) l±, iCD3^ (20^g/ml) T*=3-^-f 
£9 6 x ;KZ>*g#MT% 2 0 n g/ml(Z)I L - 1 8 3Z.&2 ng/ml(DI L 

S&E L I S AlCfcoTiH5£LJfc#S*lfc. *»MyD8 8;»; 

hT^X©J^BiTH5SS», I L- 1 8&c/&^L£ I FN- r ©jg££l«#> 
Srt^T'fi&^Iil^ofc (0 6#Jfi) = 
[0 0 2 9] 

URTJKS^lfe^D tf>T>^f§7 # * (P. acnes) 5 0 0 /tg ?:?iAU 
7 Ht»e>THi^ilSlfct, 2 0 ng/mlffl I L - 1 8 ©#^ETXtt 
*#£T, mCD3m# (2 0/t g/ml) -en— >^S*lfc9 6*a:;i/© 

I SAlCiotlgbfe. if:*WMyD8 8 ^ y V 7 ? h^^&tfM 

y (BCG) 2 

mgfc&AU 14Ht»?)TfflMlH -tffl© «fc ? K 2 4 &tg|« 
*bMU IFN-t©1I^^. -€-tf>*SIH> MM 
V?>UCfcV^fci:I L- 1 8£j£«FLT*l"<;i/©I FN-T«Sftfc^ 
##§9!tf)My D 8 8;>y^7f hT^^T'lil L - 1 8 ©##T"e I FN - 7 (D 

[0 0 3 0] 



mSE4# 2 000-300697 



1 1 -0 0 7 3 

V^^il^lC, >f >^itfT?©T h 1 jfflflg'\©ie®JC^P(&^$> »J, IL-181 
[0 0 3 1] 

#[IC, K ^ "J" > h * #-r- (dominant negative)M y D 8 8 ©ggfl83E|l#, 
I L- 1 8 g^^iN F — k Bftj&it%mm-tZ>fr¥?frtfittLfc. 0 COS- 7jftJ]g 
tt, NF-KBft^S/7x5— ^l^JK-*- (lucif erase reporter) JUk^F £ 
^tMyD 88 (T^^il 52^?) 2 9 6) $831 ^ * # - 7?il?glftfC h =y > * 
■7x?S/3>S*U I L- 1 8«t3Slfe©^/2/7 3:7--fe"?Stt^«!l3£Stlfc. My 
D 8 8©n-T ^X^Uy 2/3>liI L- 1 8g|^?£ttS:S&^5£lC|J&§Lfc(H 
O 7#M)c 

[0 0 3 2] 

*fcIL-18li, AP- lik&mfcmmZ'&ftlt-t&Z. M y D 8 8 

(7^;tl 52*^ 2 9 6) # I L - 1 8 M^A P - 1 Mffifttf) F 5 i~ > h 

- 1 ?Stt£^3~4^if#tJU ^©Stt{fcBMyD8 8 (7 $7^1 5 2A>f>2 
9 6) ©n>f ^X^Ix^i/ 3 >-eiS«$tifc(07#M)o iixe>©*g*tt. My 
D 8 8^NF- «BtAP-lfflIL-l 8 M^ffi&fc &C KJ-^ L T V £ d £ £: 

[0 0 3 3] 

NF-/cB©IL-l 8i^ffift^MyD88^«I?>^^ 
if-^&fcffLfc. IL-l 2MCD 3^©#^ETT?4Hia**S*lfclPI 
fliTHHBS$:3^raill^ffitCL^^I L- 1 8f»fc 0 Jffl»S 4xfe«liia^ e> 

ttffis*ifc=K^, n f- * Bm^^^^n^-fn-y^m^r^^?v ^tfu 

^-f h (mobility shift) T?^«fStlfc. IL-l 8||NF - /c BDNA| 

^Miftffia^^ofe. ft&#. MlM&SWiMy D 8 8^C«l»JSaiJfaS:TN 
F a-C^iai^Si:. l5fcA,£THl''<;i/®N F- k B DN Ag3gf?S1£S:££, My 
D 8 8 ^M^P^M I L - 1 8 F- kB fg-ffitt, N F - jc B (Dm^m 

m$>& v^iDSfflSiSTtc .kSfcO-eiifcv^ i: £^L£ = 
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£ti!iE#2 000-300697 



iff 31 1 1-007365 



[0 0 3 4] 

NF-/cB69?SttfWifCMT, IL-l«C-JunN^t-if ( 
JNK) *ffimt?ZZ.£-tf%lt>tl~C^Z>o IL-18^JNK0Stt{^ii 

-f>tfhn ^-1f##r£?7o£o I L- 1 8 ^m.^tMM\^ 
®Th 1 JNK<Z)?S'K'fl:?:M#bfc/bV I L- 1 8l#JNKg 

te-ft&MyD 8 8^m^"eiiM?>tl^^o^o RM IC J N K©M#©?£tt#T 
NF - afj5iatfcMyD8 8 ftMHfl&^Jt, ^ *l£o I L — 1 8^§^lC<i:£N F 
-/cB^JNK0?Sttit My D 8 8 *»Vtf*4»-eW:fc$cUT V%S. £*ie> 
©M*»> MyD 8 8#NF- k BMJNKffl I L - 1 8 SNIttSttffctC&^T? 

[0 0 3 5] 

M©MyD 8 8 7 v 91"^ b^VXlt^y K h 3ri/Zs^fo^HV$> »J , * 
fcIL-UIL-18 &^"t*£i»^»»fB&*3fcbTV\5;i£;fre>. #3§f£ 
©My D 8 8 ,>y?y?l>x^;*S:M^6^£lC<fcoT, tt*M&3Bt©:£> K h ^ 
IL-lStt, I L- 1 8 ffiUZWffi-t tH^T 
tt, rftfti^Kh^rJ/X IL-1, I L- 1 8XttwtiejCDU-fe^^-COjg 

o 

[0®tf>fS«mt£] 
[01] 

[02] 

*^i©MyD8 8;y^7>? hT? * fc^M^tf^tCrfcfl&HS*© L P S 
£ L- CD £ a* "T 0 V %> Z> . 
[03] 

#!8^tf)MyD 8 8;>y^7^ h v^iiffl^Mv^^UcfettS IL-1 



1 3 



tfitiE#2 000-300697 



9 1 J-0U73^ 

L T <D T & 5* i" HI T & 5 „ 

[04] 

My D 8 8;-y^7^ h 7. £ V 7. \Z £ & I L — 1 MM 

[05] 

*^^0MyD 88;7^7'5 hv)^ £SF£3[vtf*tC fctt-S I L - 1 85: 
^ L T © N K #Hfl£ <Df£&4t 5: @T' & S . 
[06] 

*|g^(DMy D 8 8 / y ? T V I L — 1 2 t 

O I L - 1 8<Dpm\Z£& I FN - r OiftCSSS^tHfftS. 

[07] 

FUVb^i/f-f^MyD 8 8 ©ggJMHtf, I L - 1 8ff#N F - k B ft 




o 



1 4 



ffiIE#2 000-300697 



1 —0 0 7 3 6 



[Hi] 



~ — 1.0kb 

probe 
— 4.3kb 

wild-type 
allele b 



p p. 



/ / 
/ / 



It 



targeting -W^X- . 
vector 



- ]HSV-tk | — 



mutated 
allele 



p_ _p. 



neoH \ 



1.9kb 



•B 



B; BamHI, P; PstI 



[0 2] 



100 
_ 80 

-| 60i 
S 40 H 
20 H 



i wild-type 

QMyDeay- 



24 



"T - 
48 



72 



96 



time after LPS challenge (h) 



ffi|iE# 2000-300697 



1 1 - 0 0 7 3 d£ 
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